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(1) Bow loag maA 4a what capacity hm jm mon tfc« &saecl*.t«7 

I first gorreapondad with D r. Puahko i-pq vmt-b afft. Wflrt tn i wn Mm 

pezsonally for approxisately one year durlAg the tlae he haa bean an 

a>l^yy^^tr» ^Tl itiv 1»hn-r«rnT^. __________ 



(2) oiva m. bxtmi a«a««MAt ot tUm XMmoa±*tm»m raaaareh pxegrttt, 
soMMBt^ ea tte pregraaa and priseipaX aeeoppUateaats, laeXodlav 
pubiieatioiuiy during teaura ot thm A»»oci»t»»hip. zt tills ia to 
support &s application for rananral^ atata why tba reaawal is 
aaeasaary or daaizatoX*. (SEE coNnmiAtiOH SHEST) 

The BTliaary ob 1 eetl-»^eH of Dr. Puahko's rgmearrh In rn dMiCT. rnTlffrrttrri HTll! 

evaluate a ngw vaecit^e <^y i tv^rv svat>«. s*,<>d nn ainhavlnifi rftitllrrmn. ?r e»lpaaly, 

we hava deireloD*d » new 1 i v..~«t:t:eiw.r >H -.r^rr-Hn. randldafft fffiT Vfinrniflnn rnilln e 
eneetih«liM« /VBIt^ hv inenrpofaeiT.i> aeeantiar<ng iHUtationil IntQ "infefiglinm" 
ePWA elonaa bT elta^Jlreeged TiiufcaeenaalB . T h« naalt<ir* atrand namre of tha 
alahaviTna ftaiwme allowa ua. to recover Iwf eetlona vlima fi>«»m ePMA elonea bv 

(3) Tba pxtrpeaa of thm Xaaoeiataahip pregraaa adaiaiatarad by tba 
natiioaal SMsaaKBb conaoil is to pxoiTida to postdoctcral sfeiiatigts 
Bad aagiaaora e< /mnsual ability aad presiiaa an opportnaity for 
rasaareb oa pzoblam largaly of tbair parseaal eboiea wblcb aay 
eeatrlbttta to tbs gaaaral reaaaxe^ affest of tba boat Xaberatery. 
noaaaat baiow to wbat degrco tba abowa pacpoaa was, or is b«iag# 

. fttlfillad. 

f. 

VBclor syareas has been remarkable. Howaver, because of the high biocpntaln- 
mane r*a«iri^A #ftT> uofte with VCT V^rua. rhare ar> few orhPT labOTamrlRT In , ■ 
which ha would have been able to pursue tbla work. One of the aajor objaetlves 
of ntiAMgTTn fh, rf<>^«lft^vm»n^ »f r,»i. n>« rn v<Tal. hactftriaJ ■ atiil rmrln s 

agants. If Dr. Puahko** work is successful* it could significantly enbanea 

vaccina affn-rea rh,>^ahi>ut rha tnatltut;a. 
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2. Statement zt Asscc-aze'c research program (contir*w.ed> • 

cranscripticn and crsnsfscziDn of cells ir. culture. is also 

possible to produce aipnavirus cranscri^pts which contain all of 
the nonstructural genes, rut which the structural genes are 
replaced with any gene c:: •nterest. Such transcripts, or 
replicons, are self --repi::tacing and express the heterologous 
gene<s) at high levels. If the viral structural genes are 
provided on a second * helper- RNA. which is cotransf acted with 
the first, the recombinant replicon is packaged in trans by the 
structural proteins expressed from the helper. 

In theory, such packaged replicons could be used as vaccine 
vectors, which would produce a single cycle of infection and 
expression ia vivo, a fundamental problem existed^ however , 
insofar as recombination between replicon and helper RNA's 
regenerated fully infectious virus. Dr. Pushko*s research was 
designed to make such a vaccine vector system from the VEE vaccine 
cDNJV clones in which recombination would yields at worse* a 
vaccine designed for human use. Secondly, his research was 
designed to validate the assumption that vaccination with single 
cycle replicons would induce an immune response to the 
heterologous gene. Thirdly, he intended to produce a replicon- 
helper system which would preclude the formation of complete virus 
by recombination. Dr. Pushko's research has been impressive and 
successful. He has succeeded in producing replicon -helper systems 
from the attenuated VE£ clone, and has demonstrated that this 
system will express heterologous genes (Lassa H and influenza HA) 
to high levels. Furthermore, he has shown that inoculation of 
packaged replicons containing the Lassa l-l gene into mice induces a 
promfpt antibody response chis protein. 

After only six months v/orking on this project. Or. Pushko has 
already submitted an abstract of his progress to an international 
meeting. However, Dr. Pushko has observed the formation of 
complete VEE virus in his system, presumably as a result of 
recombination. Although safe, vaccinated recipients would develop 
an immunity to the vector system, and thereby preclude repeated 
- use in the same individual. A second y^ar is therefore requested 
to allow the ccnstructicn of modified repiicon-heiper systems to 
overcome this problem. 
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